. PMCA knockdown accelerated osteoclastogenesis in calvarial organ cultures. Dissected calvariae from 2-wk-old female ICR mice were transfected with PMCA siRNA oligonucleotides (600 pmol/30 µl) using 10 µl Lipofectamine 2000 in 2 ml of serum-free -MEM medium for 3 d. Calvariae were transferred to in vitro fertilization organ culture dishes (Corning) in 2 ml BGJb medium (Invitrogen) and further incubated for 5 d. (A) PMCA expression in calvarial tissues was examined by RT-PCR analysis. (B) Calvariae were fixed and stained for TRAP activity. Bars: (top) 1 mm; (bottom) 500 µm. (C) The TRAP-positive area was quantified by densitometry using ImageJ (ver. 1.44). Data are means ± SD of the representative experiment performed in triplicate (n = 3; **, P < 0.01). Figure S5 . The effect of PMCA knockdown on the expression of SERCA2 and TRPV5. BMMs were transfected with scrambled control siRNA oligonucleotides (Con-si) or isoform-specific PMCA1 (P1-si) or PMCA4 (P4-si) siRNA and further cultured in the presence of 100 ng/ml RANKL and 30 ng/ml M-CSF. At 48 h after transfection, the expression levels of SERCA2 and TRPV5 were examined by Western blotting. 
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